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Introduction
Gastric cancer (GC) is estimated to be the fifth most common malignancy worldwide [1] . Despite the great advancement in diagnosis and treatment modalities, the prognosis of patients with GC remains poor due to tumor recurrence and metastasis [2] . Accurate assessment of the prognosis is helpful in choosing the most appropriate and timely treatment for patients with GC. The tumor node metastasis (TNM) staging system is widely used as a prognostic model by clinicians at present. However, the staging system could not provide full prognostic information, as even patients with the same TNM stage tumor might have markedly different prognosis. Therefore, there is an urgent need for a precise classification of GC that can be used to better predict prognosis of patients.
GC is an inflammatory disease and frequently characterized by the infiltration of a markedly heterogeneous polynuclear and mononuclear cells containing macrophages, granulocytes, and various subpopulations of T lymphocyte [3] [4] [5] . Of these, the versatility and plasticity of immune cells polarization, especially tumor-associated macrophages (TAMs) and tumor-associated neutrophils (TANs), have turned to be essential in the tumor progression. For one thing, TAMs participate in the tissue homeostasis and repair. For another, they are involved in promoting tumor progression through remodeling the extracellular matrix (ECM), enhancing tumor cell migration and invasion, and modulating angiogenesis [6, 7] . Emerging evidence also suggests that neutrophils, in response to signals derived from cancer cells or stromal cells, can alter their phenotypes and migration routes and release factors that act on tumor cells [8] [9] [10] . However, the interaction of these factors and the corresponding clinical significance in GC remain largely unknown. Recent studies have shown the likelihood that TANs could recruit TAMs precursors to the tumor site and promote the M2-like activation of macrophages [11] . Conversely, macrophages may resolve the inflammation response induced by neutrophils through the removal of the dribs of neutrophils [12] . Moreover, previous studies have shown that TAMs and TANs are associated with the prognoses for patients with GC [13, 14] . Thus, the incorporation of these two immunological parameters into the TNM staging system may add some prognostic value to further stratify and better manage patients with different prognosis.
CD68 was typically used as a marker of macrophages including both M1 and M2 macrophages. However, CD68 has wide expression in normal and neoplastic cells, making this protein unspecific to the monocyte/macrophage lineage [15] . CD163, a hemoglobin/haptoglobin complex scavenger receptor, expressed almost exclusively on circulating monocytes and tissue macrophages, has been recognized as a valuable specific marker of M2 TAMs [16] . CD66b is a highly glycosylated CEA family protein encoded by the CGM6 gene, which can be used to identify neutrophils and has been used in many tumors to identify TANs, including renal cell carcinoma, liver cancer, and GC [17] [18] [19] . In this study, we evaluated the infiltration of immune cells marked with CD68, CD163, and CD66b in GC by immunohistochemical examination and focused on the combined prognosis of the latter two, hoping to precisely predict the prognosis and provide clues for the stratification treatment of patients with GC.
Materials and Methods

Patients
Formalin-fixed, paraffin-embedded (FFPE) tissues containing 662 cancer and 69 pericarcinomatous lesions were obtained from 662 patients with GC who underwent surgical resection at the Changhai Hospital during December 2006 and July 2011. Patients who had received preoperative chemotherapy or radiotherapy and those diagnosed with autoimmune diseases were excluded from the study. The clinical characteristics of each patient were collected, including age, gender, tumor size, differentiation status, TNM stage (according to the American Joint Committee on Cancer Staging Manual 7th edition), adjuvant chemotherapy, and serum CEA and CA199 levels. The postoperative followup was performed at our outpatient clinic annually for an additional 5 years or until patient death. Disease-free survival (DFS) was defined as months from the date of receiving surgery to the time of tumor relapse or metastasis. Disease-specific survival (DSS) was defined as months from the date of receiving surgery to the time of death due to GC. This study was approved by the institutional review boards of Changhai Hospital. All patients were provided written informed consent.
Immunohistochemistry
Tissue microarrays (TMAs) containing the FFPE specimens were commercially constructed by a specialized company (Outdo Biotech, Shanghai, China) and subsequently used to perform the immunohistochemistry examination with a standard protocol. Briefly, all array slides with a thickness of 3-4 μm were first deparaffinized using xylene and rehydrated using graded ethanol. Then, the slides were immersed and boiled in sodium citrate (pH 6.0) for 30 min in a pressure cooker for antigen retrieval. overnight at 4℃. Subsequently, the slides were treated with secondary antibody (MaxvisionTM2 HRP-Polymer anti-Mouse/Rabbit IHC Kit) for 10 min at room temperature. After washing with phosphate-buffered saline (PBS), the slides were reacted with 3-3′-diamino-benzidine (DAB) solution for 1.5 min and counterstained with hematoxylin for 30 secs. The manipulation was performed strictly in accordance with the experimental procedure.
Quantitative evaluation of immunostaining
Stained TMA slides were digitally scanned using an Aperio ScanScope (Aperio Technologies, Vista, California, America) at a resolution of 40× bright field, and Aperio ImageScope software was used to view the images for analysis. The quantitative evaluation of immunostaining was performed separately by two experienced pathologists (CW and ZY) who were blinded to the clinical data. For each sample, five high-power fields with the most homogeneous infiltrating immune cells in each 1-mm 2 field were evaluated as cell populations marked with CD163, CD68, or CD66b. Positive-staining cells in all fields were counted manually, and the average count for each sample was recorded. Disagreements were resolved by consensus. Tumors were scored as "low" or "high" when the counts of CD163 + TAMs, CD68 + TAMs, and CD66b + TANs were below or above the median value of the scores for all GC specimens.
Statistical analysis
All analyses were performed using SPSS 19.0 for Windows (SPSS, Chicago, IL). A paired samples t-test was used to compare the infiltration of CD163 + , CD68 + TAMs, and CD66b + TANs in GC tissues with those in the adjacent normal tissues. Pearson's correlation methods were performed to identify correlations for quantitative variables with normal distributions. Chi-square and Mann-Whitney U tests were used to determine the associations between clinicopathological variables and the infiltrating condition (high or low) of each sample. Kaplan-Meier analysis with log-rank test was performed to estimate DFS and DSS. Univariate and multivariate Cox regression analyses were used to identify independent prognostic factors. The results were considered statistically significant if P < 0.05.
Results
Pattern and correlation of the infiltration of TAMs and TANs in GC
Immunoreactivity of antibodies targeting CD68, CD163, and CD66b was observed only in the gastric stroma, consistent with previous studies [14, 20, 21] . The representative images of the infiltration of CD163 + , CD68 + , and CD66b + cells in GC and adjacent mucosa are shown in Figure 1A . The results showed that the infiltration of CD163 + , CD68 + , and CD66b + cells in GC was significantly higher than that in the adjacent mucosa (all P < 0.001) based on 69 cancer-normal paired tissue samples (Fig. 1B) . Among all 662 GC specimens, Pearson's correlation analysis was performed to identify correlations of the infiltration of different immune cells marked with CD163, CD68, or CD66b. As expected, the number of CD163 + TAMs was strongly positively correlated with CD68 + TAMs (r = 0.690, P < 0.001) (Fig. 1C) , and the number of CD68 + cells was significantly higher than that of CD163 + cells in these specimens, likely because antibody targeting CD68 lacks complete specificity for cells of the monocyte/macrophage system as previously mentioned [15] . The number of CD163 + M2 macrophages accounted for about 88 percent (median) of CD68 + total macrophages. As shown in Figure 1C , only weakly positive correlations were found between the number of infiltrating CD163 + TAMs and CD66b + TANs (r = 0.200, P < 0.001) and between CD68 + TAMs and CD66b + TANs (r = 0.286, P < 0.001), which indicated that CD66b + TANs may have different contributions to GC progression compared to TAMs.
Associations between infiltrating immune cells and patient features
Patients with GC were first classified into the subgroups with high or low immune cell infiltration according to the median number of infiltrating CD68 + , CD163 + , or CD66b + cells in 662 GC specimens. Then, the associations between the infiltration of each of CD68 + TAMs, CD163 + TAMs, and CD66b + TANs and clinicopathological features were analyzed. As shown in Table 1 , high infiltration of CD68 + or CD163 + TAMs was consistently and significantly related to old age, large tumor size, advanced TNM stage, and adjuvant chemotherapy (all P < 0.050). Moreover, high infiltration of CD68 + and CD163 + TAMs was also significantly associated with poor differentiation (P < 0.001) and high serum CEA levels (P = 0.003), respectively. Conversely, high infiltration of CD66b + TANs was significantly correlated with small tumor size, well differentiations, and early TNM stage (Table 1) . These results indicated that high infiltration of CD68 + or CD163 + macrophages was associated with aggressive characteristics of GC, whereas CD66b + neutrophils in GC primarily showed the activities of antitumors.
Prognostic values of individual tumorinfiltrating immune cells
Survival analysis with Kaplan-Meier and log-rank tests showed that the infiltration of each of immune cells
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marked with CD68, CD163, and CD66b was associated with patient survivals. As shown in Figure 2 , high infiltration of CD68 + or CD163 + macrophages was associated with short DFS and DSS (all P < 0.001), whereas high infiltrating CD66b + neutrophils were significantly associated with long DFS and DSS (all P < 0.001). Considering the effects of each immune cell and the clinicopathological features, including TNM stage and differentiation grades, on the prognosis of GC, CD68 + (hazard ratio (HR) = 1.405; 95% confidence interval To develop a combined model for the prognosis of patients with GC, we initially evaluated the association between the infiltration of CD68 + , CD163 + , and CD66b + cells and patient prognosis using multivariate Cox analysis. As expected, the infiltration of CD163 + TAMs and CD66b + TANs was remained as independent factors consistently for DFS and DSS, but the infiltration of CD68 + cells was excluded (Table S1 ), indicating that CD163 + TAMs were a better predictor of prognosis than CD68 + TAMs. Therefore, we combined the infiltration of CD163 + TAMs and CD66b + TANs as a two-marker predictor, which classified 662 patients into four subgroups: CD66b high CD163 high , CD66b high CD163 low , CD66b low CD163 high , and CD66b low CD163 low . TAM, tumor-associated macrophages; TAN, tumor-associated neutrophils; CEA, carcinoembryonic antigen; CA19-9, carbohydrate antigen 19-9; TNM, tumor node metastasis, the bold emphasizes when P < 0.05. † Chi-square test or Fisher's exact test. ‡ Mann-Whitney U test (nonparametric). 
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Prognostic value of the two-marker predictor in GC
As shown in Figure 3 , the two-marker predictor can discriminate the survival outcomes (DFS and DSS) with higher resolution than any individual markers among the 662 patients with GC. Patients with CD66b low CD163 high had the shortest DFS and DSS among all four subgroups, whereas patients with CD66b high CD163 low had the longest DFS and DSS. Several tumor aggressiveness features, including tumor size (P < 0.001), TNM stage (P < 0.001), differentiation grades (P = 0.004), and serum CEA (P < 0.001), were also significantly associated with patient subgroups classified by the two-marker classifier, as shown in Table 2 . Univariate Cox analysis showed that patient subgroups with CD66b low CD163 low (hazard ratio (HR) = 2.161; 95% confidence interval (CI) = 1.266-3.688; P < 0.001), CD66b high CD163 high (HR = 3.575; 95% CI = 2.155-5.933; P < 0.001), and CD66b low CD163 high (HR = 7.514; 95% CI = 4.583-12.312; P < 0.001) were gradually associated with shorter DFS when compared with the subgroup with CD66b high CD163 low (Table 3) . Multivariate Cox analysis showed that the twomarker classifier could independently predict the prognosis of GC with gradually increased HR values when the CD66b high CD163 low subgroup was used as a reference: CD66b high CD163 high (HR = 1.887; 95%CI=1.042-3.415; P < 0.001), CD66b low CD163 low (HR = 3.151; 95% CI = 1.782-5.571; P < 0.001), and CD66b low CD163 high (HR = 4.945; 95% CI = 2.796-8.745; P < 0.001), as shown in Table 3 , together with the covariates, including TNM stages and differentiation grades.
Two-marker predictor indicated survival in multiple patient subgroups
The prognostic values of the two-marker model were further evaluated among different patient subgroups, classified by different TNM stages, differentiation grades, and treatment regimens. The survival analyses in each of the CEA, carcinoembryonic antigen; CA19-9, carbohydrate antigen 19-9; TNM, tumor node metastasis, the bold emphasizes when P < 0.05. † chisquare test or Fisher's exact test. ‡ Mann-Whitney U test (nonparametric).
X. Huang et al. Combined Prognosis of Macrophages and Neutrophils in Gastric Tumor
TNM stages revealed that the two-marker model can significantly discriminate the differences in DFS and DSS for patient subgroup with either stage II or stage III GC (Fig. 3 ). Confined to patients with different differentiation status, the survival analysis revealed that the two-marker model could significantly discriminate the differences of DFS and DSS for the subgroup with either poor and moderate differentiation or well differentiation (Fig. 4A) . Considering the regimens with or without postoperative chemotherapy, we found the two-marker model could significantly discriminate the differences of DFS and DSS (Fig. 4B) ; however, the model discriminated the prognosis among the patients with chemotherapy more effectively than that among those without chemotherapy (P < 0.05).
Discussion
Mixed immune cell populations and their polarizations, such as M1 or M2 TAMs and N1 or N2 TANs, play critical roles in the progression of GC [22] [23] [24] [25] . However, their interactions and corresponding clinical significance remain elusive. In the present study, we detected the infiltration of CD68 + TAMs, CD163 + TAMs, and CD66b + TANs in 662 cases of GC tissues by immunohistochemistry and analyzed the correlations between these cells and their individual and combined prognostic values.
Our results revealed that the infiltration of CD163 + TAMs was strongly positively correlated with that of CD68 + TAMs, and high infiltrations of CD68 + or CD163 + TAMs were associated with aggressive characteristics of tumors and an independent poor factor for patients with GC. However, the infiltration of CD163 + TAMs was a better predictor than that of CD68 + TAMs in the present study, for CD163 + TAMs represented a more specific function (M2 macrophage), whereas CD68 + TAMs were a mixed population, including protumor or antitumor cells, which reduced the prognosis value of CD68 as a macrophage marker. Many studies have also indicated that high HR, hazard ratio; CI, confidence interval; TNM, tumor node metastasis, the bold emphasizes when P < 0.05.
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infiltration of CD163 + TAMs was correlated with disease progression and poor survival, and thus, it could serve as a poor prognostic marker in GC [2, 13, 26] , consistent with the present results. The reversion from M2-like TAMs to M1-like cells has been reported when TAMs received IFN-γ treatment [27, 28] , which suggest new possible therapeutic strategies targeting the re-education of TAMs.
Although neutrophils comprising CD66b have been identified as poor prognostic factors in many types of cancers, including renal cell carcinoma and hepatocellular carcinoma [19, 29] , however, these cells have previously been associated with good prognosis in GC [14] . The present study also revealed that high infiltration of CD66b + TANs was correlated with favorable tumor characteristics and could serve as an independent good prognostic factor in human GC. Previous studies have shown that the intratumoral-infiltrated neutrophils undergo polarization toward a protumor or an antitumor phenotype depending on certain environment signals [11] . Thus, TANs may have quite varied effects on tumor cells. The blockade of transforming growth factor β (TGF-β) induced a transformation from the tumor-promoting type to an antitumor phenotype, suggesting a classification scheme for TANs similar to the M1/M2 phenotype of TAMs [9, 30] . High infiltration of CD66b-marked TANs in GC tissues correlated with a good prognosis in the present study and also indicated that N1 phenotype neutrophils may be the predominant cell type in the GC tissues, although there are no specific markers that can be used to distinguish N1/N2 subgroups. Therefore, the precise infiltration profiles of N1/N2 in GC, their functional roles, and underlying molecular mechanisms need to be further investigated.
When combined them for survival analysis, we found that low infiltration of CD163 + TAMs combined with high infiltration of CD66b + TANs showed the longest DSS and DFS, sequentially followed by CD66b low CD163 low , CD66b high CD163 high , and CD66b low CD163 high , indicating that the antitumor ability of CD66b + neutrophils may be overwhelming tumor-promoting CD163 + macrophages. The multivariate analysis revealed that high infiltration of CD163 + TAMs combined with low infiltration of CD66b + TANs was an independent poor prognostic factor for patients with GC. The incorporation of the infiltration of CD163 + TAMs and CD66b + TANs into the TNM staging system could more significantly predict the prognosis of GC clinically at certain tumor stage. Moreover, the combined predictor could discriminate the prognosis of GC more effectively among the patients with chemotherapy than among those without chemotherapy. These results need larger, more prospective, and multicentered data to validate.
The biological research about the interactions between TANs and TAMs is limited. A few studies have revealed that neutrophils may recruit macrophages and promote the M2-like activation of macrophages in the tumor microenvironment [11] . Besides, some researchers inferred 
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that neutrophils may also directly educate macrophages through myeloperoxidase (MPO) and macrophage mannose receptor (MMR) signaling [31] [32] [33] , during which MPO is secreted by neutrophils and MMR is expressed on M2-like macrophages. In addition, macrophages may be able to resolve the inflammation response induced by neutrophils by removing the dribs of neutrophils [12, 34] . Thus, the communication mechanisms between TAMs and TANs are complicated, and further study should focus on the detailed mechanisms about how to control the recruitment and polarization of these two cells, which could identify important targets for anticancer therapies.
In conclusion, individual immune population marked with CD68, CD163, or CD66b was valuable for the prediction of prognosis in GC. However, the infiltration of CD163 + cells and CD66b + cells was better prognostic markers than that of CD68 + cells. And the infiltration of CD163 + TAMs combined with CD66b + TANs could more precisely predict the survival outcomes and could be used as a promising marker for the prognosis of GC.
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